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ABSTRACT Flaviviruses encode one, two, or no N-linked glycosylation sites on their
envelope proteins. Glycosylation can impact virus interactions with cell surface at-
tachment factors and also may impact virion stability and virus replication. Envelope
protein glycosylation has been identified as a virulence determinant for multiple fla-
viviruses, but the mechanisms by which glycosylation mediates pathogenesis remain
unclear. In this Gem, we summarize current knowledge on flavivirus envelope pro-
tein glycosylation and its impact on viral infection and pathogenesis.
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The Flavivirus genus includes human pathogens such as West Nile virus (WNV),Japanese encephalitis virus (JEV), dengue virus (DENV), Zika virus (ZIKV), yellow
fever virus (YFV), and tick-borne encephalitis virus (TBEV). Most flaviviruses are vector
borne, transmitted primarily by mosquitoes and ticks. Many of these arboviruses are
capable of causing severe diseases, such as encephalitis, hemorrhagic fever, and birth
defects (1, 2). Thus, the endemic transmission of flaviviruses in certain regions of the
world, as well as their emergence in new areas, represents a significant public health
burden as well as a threat to livestock and wildlife (3–5). In this Gem, we discuss the
current knowledge regarding flavivirus envelope protein glycosylation and how it can
contribute to the viral infection cycle and pathogenesis.
Flavivirus replication. Flaviviruses are enveloped, positive-sense single-stranded
RNA viruses. The flavivirus genome is translated as a single open reading frame flanked
by 5= and 3= untranslated regions (6). The polyprotein is cleaved by host and viral
proteases into three structural proteins, the capsid (C), premembrane/membrane (prM/
M), and envelope (E), as well as seven nonstructural proteins (NS1, NS2A, NS2B, NS3,
NS4A NS4B, and NS5) (7).
Both prM and E are incorporated into the viral envelope in a highly ordered
conformation. prM participates in the proper folding, maturation, and assembly of E
during replication (7). E facilitates membrane fusion between the virus and host cell and
is the primary viral protein against which neutralizing antibodies are produced. Flavi-
virus E proteins share 40% amino acid identity (7, 8) and are class II fusion proteins
with three distinct domains (Fig. 1A) (8–10). Domains I and II are discontinuous, forming
a central -barrel and elongated dimerization region, while domain III forms a contin-
uous immunoglobulin-like domain. E proteins form head-to-tail homodimers, 90 of
which assemble to form a virion surface with 2-fold, 3-fold, and 5-fold symmetry axes
(11). After virion attachment to the cell and endocytosis, E proteins undergo an
irreversible pH-dependent conformational change to mediate the fusion of viral and
host membranes inside the endosome (8). Flavivirus replication and assembly occur on
endoplasmic reticulum (ER) membranes, with encapsidated genomes acquiring their
envelope as they bud into the ER lumen. The pr peptide is positioned at the distal end
of E domain II within the heterodimer, where it obscures the fusion loop on E proteins
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FIG 1 Flavivirus E protein glycosylation sites. (A) Domain organization of DENV E; stars indicate the glycosylation sites at asparagine (N) residues 67 and 154.
Numbers indicate the amino acid residues comprising E domain I (red), domain II (yellow), and domain III (blue). (B) Glycosylation at N154 is highly conserved
among flaviviruses, whereas glycosylation at N67 is unique to DENV. Accession numbers for each virus are indicated. (C) Glycosylation at N154 can differ among
different strains of the same flavivirus. DENV, dengue virus; ZIKV, Zika virus; SPOV, Spondweni virus; WNV, West Nile virus; JEV, Japanese encephalitis virus; USUV,
Usutu virus; MVEV, Murray Valley encephalitis virus; SLEV, Saint Louis encephalitis virus; TMUV, Tembusu virus; YFV, yellow fever virus; TBEV, tick-borne
encephalitis virus.
of immature virions (12). The transit of assembled virions through the acidic compart-
ments of the trans-Golgi network results in a pH-dependent reorganization of the virion 
surface, allowing cleavage of pr peptide by host furin-like proteases, forming mature 
infectious particles (8).
Flavivirus envelope protein glycosylation. Many flaviviruses contain an N-linked 
glycosylation site (N-X-S/T) at amino acid N154 of E, where a glycan is added to the 
amide nitrogen of the asparagine (Asn [N]) residue as the emerging protein is being 
translated (13). However, the number and position of predicted glycosylation sites are 
not conserved among all flaviviruses (Fig. 1B) nor among different strains of the same 
virus (Fig. 1C) (14–18). For instance, most WNV strains (such as NY99) are glycosylated 
at N154, but some strains, such as Kunjin, are not (19, 20). Similarly, all Asian lineage 
ZIKV strains, such as H/PF/2013 and PRVABC59, are glycosylated at N154, whereas some 
African lineage ZIKV strains are not (21–23). The prototype ZIKV strain includes both 
glycosylated and nonglycosylated variants, all designated MR766, which can be a 
source of confusion in the literature (23–25). DENV is unique among flaviviruses in that 
its E protein contains two N-linked glycosylation sites, one at N67 and a second at N153, 
which are present in most strains of the four DENV serotypes (18, 26, 27). E glycosylation 
plays important roles in viral attachment and cell entry, replication, transmission, and 
pathogenesis. The effects of glycosylation are particularly important for these vector-
borne viruses because the process of protein glycosylation differs between mammalian 
and insect cells.
Protein glycosylation in mammalian and insect cells. In mammalian cells, glyco-
sylation takes place in the ER-Golgi complex, where a network of glycotransferases and 
glycosidases enzymatically synthesize a diverse array of glycan structures (13, 28, 29). 
Briefly, a lipid-linked oligosaccharide, synthesized from the lipid dolichol, serves as a 
carrier of the glycan. Dol-PP-GlcNAc2Man5 is enzymatically synthesized on the cyto-
plasmic side of the ER membrane and then translocated across the membrane into the 
ER lumen, where further monosaccharides are added. The final glycan structure is 
transferred cotranslationally to the Asn residue of an appropriate N-X-S/T motif via an
oligosaccharyltransferase. Further processing takes place in the ER-Golgi complex, 
where glycosidases trim the mannose residues before glycotransferases extend the “an-
tennae” of the glycans to produce larger hybrid or complex structures. Many flavivi-
ruses (e.g., WNV and JEV) have avian amplifying hosts. Although glycosylation pro-
cesses in avian cells have not been described as extensively as those in mammalian 
cells, avian-derived viruses likely have glycan structures similar to those of mammalian-
derived viruses, as influenza viruses derived from chicken eggs, human embryonic lung 
fibroblasts, or Madin-Darby canine kidney cells contain similar glycan structures, 
though at different frequencies (30, 31).
Protein glycosylation in insect cells has been best studied in organisms such as 
mosquitoes, fruit flies, and moths (32, 33). Ticks are another important arthropod vector 
of flaviviruses, but the glycosylation pathways in tick cells have not been extensively 
described. The N-linked glycosylation pathway in insects begins like the mammalian 
pathway, with the synthesis and transfer of an oligosaccharide precursor, Dol-PP-
GlcNAc2Man9, to an appropriate Asn on a newly synthesized polypeptide (33). Studies 
of N-linked glycosylation in mosquito cells suggest that carbohydrate structures are 
not further processed to generate complex carbohydrates but instead remain high-
mannose or paucimannose (3-mannose-residue) oligosaccharides (34–36). Because 
flaviviruses typically cycle between vertebrate and arthropod hosts, distinct glycan 
structures added by these host cells contribute to different properties of the viruses 
initiating each round of infection, as arthropod-derived virions with simple sugars 
initiate infection in vertebrate hosts, and vertebrate-derived virions with complex 
sugars initiate infection in arthropod vectors. This is important because the structure of 
the carbohydrate can have an impact on its function, such as binding to cell surface 
attachment factors and initiating infection (37).
Envelope protein glycosylation and attachment. The first step in viral entry is 
virion binding to the cell surface. Cell surface molecules that facilitate virus binding and 
infection but do not trigger the fusion of viral and cellular membranes are referred to 
as attachment factors (10). One family of attachment factors are lectins, proteins that 
bind carbohydrates, many in a calcium-dependent manner (C-type lectins) (10, 38). Two 
extensively studied C-type lectins are dendritic cell-specific intercellular adhesion 
molecule-3-grabbing nonintegrin (DC-SIGN or CD209) and its paralog DC-SIGN-related 
protein (DC-SIGNR, L-SIGN, or CD209L). DC-SIGN is highly expressed in macrophages 
and dendritic cells (DCs), while DC-SIGNR is expressed on microvascular endothelial 
cells, especially in the liver sinusoids, lymph nodes, and placental villi (38).
Glycosylated E protein interacts with cell surface lectins, facilitating attachment and 
infectivity (34–45, 83–85). Martina et al. showed that WNV strains containing E glyco-
sylation at position N154 use DC-SIGN as an attachment factor, leading to enhanced 
infection compared to nonglycosylated strains (46). Davis et al. observed that DC-SIGNR 
promoted WNV infection more efficiently than did DC-SIGN, particularly when the virus 
was grown in mammalian cells, and this was dependent upon E glycosylation at N154 
(40). However, mutant WNV E proteins with an N-linked glycosylation site at position 
N67 could interact with DC-SIGN (44). The DC-SIGN interactions were dependent on the 
incorporation of high-mannose sugars at position N67, whereas DC-SIGNR recognized 
WNV bearing either complex or high-mannose sugars (44). Likewise, JEV mutants 
glycosylated at position N67 showed enhanced DC-SIGN binding compared to viruses 
glycosylated at N154 (45). ZIKV E glycosylation at N154 facilitates the infection of cells 
expressing exogenous DC-SIGN and, to a greater extent, DC-SIGNR (23, 41, 86, 87). 
Distinct effects of glycosylation were observed in Vero and A549 cells, two epithelial cell 
lines commonly used in flavivirus studies. E glycosylation partially contributed to ZIKV 
infection in A549 cells but was dispensable in Vero cells. Both of these cell lines lack 
DC-SIGN or DC-SIGNR expression, suggesting that attachment can be mediated by 
other lectins (23). In contrast to the single glycan on most flavivirus E proteins, DENV 
is glycosylated at N67 and N153 (18, 26, 27). A cryo-electron microscopy study dem-
onstrated that the carbohydrate recognition domain of DC-SIGN binds preferentially to
FIG 2 Glycan structure influences E binding to attachment factors. Flaviviruses with nonglycosylated E 
have minimal binding to the lectins DC-SIGN or DC-SIGNR, whereas glycosylation at N67 or N154 
facilitates virus binding to cell surface lectins. Simple (high-mannose) glycans are preferentially added at 
N67 and facilitate binding to DC-SIGN or DC-SIGNR. In contrast, complex glycans are preferentially added 
at N154 and favor binding to DC-SIGNR rather than DC-SIGN.
glycans present at N67 on DENV particles (42). Hacker et al. showed that all four DENV 
serotypes had N-linked glycans added to both N67 and N153 of the E protein in both 
mammalian and mosquito cells, and viruses derived from both cell types were equally 
effective at infecting DC-SIGN expressing human monocytes and DCs (39). In DENV 
derived from mammalian cells, the N-linked glycans were a mix of high-mannose sugars 
and complex sugars, while the N-linked glycans on mosquito-derived virus were a mix 
of high-mannose sugars and paucimannose sugars (39). Another study revealed DENV 
lacking E glycosylation lost the ability to infect DC-SIGN- and DC-SIGNR-expressing cells 
(43). Altogether, these studies show that the location of the flavivirus E protein 
glycosylation motif, as well as the cell type in which the virus is propagated, influence 
the final structure of the N-linked glycan, which in turn can influence virus binding to 
cell surface attachment factors and infectivity (Fig. 2).
Envelope glycosylation and replication. E glycosylation plays a role in flavivirus 
attachment; however, the roles of E glycosylation in flavivirus replication and assembly 
are less clear. Ablating N154 glycosylation on TBEV resulted in impaired secretion of 
virus-like particles (VLPs) (47), as well as altered conformation of secreted E protein and 
a corresponding decrease in infectivity (48). This effect was observed for E protein 
secreted from mammalian cells but not tick cells, suggesting cell type-dependent 
effects of E glycosylation. Similarly, removal of the N-linked glycosylation site in E 
significantly reduced the release of WNV subviral particles (SVPs), but these nonglyco-
sylated SVPs were more infectious than were glycosylated SVPs, particularly on mos-
quito cells (49). Glycosylation of the ZIKV E protein at N154 significantly influenced the
expression, production, and secretion of the E protein ectodomain, as well as VLP 
production and infectivity (50). The reduction of virion or particle release may be due 
to impaired trafficking along the ER-Golgi secretory pathway in the absence of appro-
priate E protein glycosylation. It also may be the consequence of incorrect E folding or 
interference with E dimerization, since glycosylation at N154 may stabilize the antipa-
rallel E dimer conformation by keeping the fusion loop in place (9). However, ZIKV 
mutants lacking N154 glycosylation exhibit equivalent viral replication in mammalian 
and mosquito cells compared to glycosylated viruses (23, 51, 52). Nonetheless, these 
studies suggest that flavivirus E glycosylation can influence viral particle assembly, 
secretion, and infectivity.
In addition to N154 glycosylation, DENV also contains a glycosylation site at N67 of 
the E protein. Mondotte et al. found that E glycosylation was not essential for DENV 
replication in insect cells, although ablating the glycosylation at N67 (N67Q), but not 
N153 (N153Q), resulted in a dramatic decrease in viral particle assembly or release in 
mammalian cells (53). Similarly, Bryant et al. observed that DENV E glycosylation at N67 
was important for growth in mammalian cells (54). However, though N67Q virus could 
replicate in mosquito cells, a compensatory mutation arose (K64N), introducing a new 
glycosylation site, suggesting that glycosylation at N67 (or nearby N64) is advantageous 
in mosquito cells. Interestingly, nonglycosylated mutants replicated similarly in inocu-
lated Aedes aegypti mosquitoes, with no change in their glycosylation status (54).
In contrast, Lee et al. found that N67 glycosylation was dispensable for efficient 
DENV release from mammalian cells, depending on the amino acid substitution intro-
duced to abolish glycosylation (27). Changing the Thr at position 69 of the N67 N-X-S/T 
motif to Val or Leu retained efficient growth, whereas a change to Ala reduced virus 
growth compared to that of the wild-type virus (27). Additionally, the conservative 
substitution of Asn to Gln at position 67 was markedly less detrimental for viral growth 
than was the nonconservative change of Asn to Asp. Furthermore, the strain origin of 
the E protein influenced the impact of ablating the glycan (27). Ablating E glycosylation 
at N67 of the DENV2 16681 strain prevented growth in mammalian cells but was well 
tolerated in a chimeric virus encoding the prM and E proteins from strain PUO-218, 
which differs from 16681 at 4 residues. These observations highlight that it can be 
challenging to define whether the glycan per se mediates infection, as opposed to the 
specific amino acid residues that comprise the glycosylation signal. For example, 
different amino acid substitutions at E154/156 of WNV conferred distinct avian host and 
vector competence phenotypes independent of E protein glycosylation status (20). 
Likewise, a ZIKV mutant lacking E glycosylation via a T156I mutation was unable to bind 
to DC-SIGNR-expressing cells, whereas an N154Q mutant retained some binding activ-
ity (23). Thus, in addition to the specific effects of E glycosylation, the specific amino 
acids at or near E residues 67 and 154 also may affect viral attachment and infectivity.
Envelope protein glycosylation and flavivirus transmission. Most flaviviruses are 
transmitted between hosts by arthropod vectors (mosquitoes or ticks), which acquire 
the virus during a blood meal (55). Vector-borne transmission requires the ingested 
virus to cross the midgut barrier and spread to the salivary glands to be transmitted to 
a new vertebrate host during a subsequent feeding. Viruses must overcome multiple 
factors in the vector to be efficiently transmitted, including vector antiviral responses 
and tissue barriers (56, 57).
E protein glycosylation plays a role in flavivirus transmission via several mechanisms. 
Moudy et al. showed that nonglycosylated WNV replicated less efficiently than did 
glycosylated WNV in Culex mosquitoes and was transmitted less efficiently (58). Inter-
estingly, nearly all of the mosquitoes infected with nonglycosylated WNV transmitted 
a revertant virus, suggesting a strong selective pressure favoring glycosylated WNV in 
mosquitoes (58). E protein glycosylation could facilitate viral transmission across vector 
barriers by several mechanisms. Soluble carbohydrate-binding proteins could form a 
link between the virus and midgut surfaces, or cell surface lectins could facilitate 
attachment to mosquito cells (59). In addition to facilitating transmission through
attachment, the E glycan may also play a role in evading vector antiviral responses. Wen 
et al. found that ZIKV E N154 glycosylation promoted midgut invasion by inhibiting the 
reactive oxygen species (ROS) antiviral response (60). They further showed that ablating 
E glycosylation (T156I) prevented mosquito infection via the oral route, whereas there 
was no effect on infection by intrathoracic injection, which bypasses the midgut.
Fontes-Grafias et al. similarly showed that nonglycosylated ZIKV was very inefficient 
at infecting A. aegypti mosquitoes via a bloodmeal (52). However, in contrast to the 
ability of E glycosylation to facilitate attachment to mammalian cells, ZIKV with non-
glycosylated E (N154Q) resulted in increased viral attachment, virion assembly, and 
infectivity of progeny virus in C6/36 mosquito cells compared to glycosylated virus (52, 
86). Another study showed that ablating E glycosylation of DENV also increased virus 
entry but reduced virion release in C6/36 cells (27). These studies suggest that despite 
a possible detrimental role in infecting C6/36 cells in culture, flavivirus E protein 
glycosylation is advantageous in mosquitoes, where it aids viral transmission by 
subverting tissue barriers and immune responses.
Though flaviviruses primarily are transmitted by arthropod vectors, vector-
independent transmission has been documented in a variety of circumstances includ-
ing TBEV in goat milk, JEV among pigs, and WNV, Bagaza virus, and Tembusu virus 
among birds (61–66). An S156P mutation that ablated E protein glycosylation in 
Tembusu virus resulted in impaired transmission among ducks, suggesting that E 
glycosylation could facilitate vector-independent as well as vector-borne transmission 
of flaviviruses (67).
Envelope protein glycosylation and pathogenesis. Since E glycosylation can play 
a role in flavivirus attachment, replication, and transmission, it is not surprising that it 
also contributes to pathogenesis for some flaviviruses. Several studies have suggested 
a role for E protein glycosylation as a molecular determinant of neurovirulence. The 
1999 emergence of WNV in the United States was characterized by large-scale mortality 
in wild birds, as well as many cases of encephalitis in humans (68, 69). In studies 
comparing WNV strains from the 1999 outbreak to historical WNV strains, E glycosyla-
tion was associated with increased brain infection and lethality in mice (70). Beasley et 
al. confirmed these findings by generating infectious clones of glycosylated virulent 
(NY99) and nonglycosylated attenuated (ETH76a) WNV strains and measuring their 
lethality in mice (71). They swapped the prM-E sequences of ETH76a into the NY99 
infectious clone or mutated residue N154 to abolish glycosylation in NY99, both of 
which resulted in attenuation of the virus to a level comparable to that of wild-type 
ETH76a. Furthermore, a mutation that added the glycosylation to the ETH76a E protein 
on the NY99 backbone yielded a virus with virulence equivalent to that of wild-type 
NY99, indicating that E protein glycosylation mediated the observed differences in 
virulence.
Several groups have generated chimeras of virulent and attenuated flaviviruses to 
analyze the role of viral E proteins in neuroinvasiveness (the ability of the virus to 
spread into the central nervous system from peripheral tissues) and neurovirulence (the 
ability of the virus to cause disease within the nervous system). Prow et al. generated 
a panel of Murray Valley encephalitis virus (MVEV) and Alfuy virus (ALFV) E protein 
mutants (72). MVEV causes encephalitis in humans, and isolates from clinical material or 
mosquitoes are highly neuroinvasive in weanling mice (73, 74). In contrast, ALFV, a 
subtype of MVEV, has not been associated with human disease, and its isolates are 
poorly neuroinvasive in weanling mice (75, 76). Their results showed that motifs within 
the E protein, including the absence of glycosylation and unique substitutions in the 
flexible hinge region, contribute to the reduced neuroinvasiveness of ALFV compared 
to MVEV (72).
Other studies have generated chimeras of neuroinvasive and nonneuroinvasive 
flaviviruses to test the role of E protein in neuroinvasion. Viruses containing the E 
protein of the neuroinvasive WNV, TBEV, or Langat virus on a DENV4 (nonneuroinva-
sive) backbone were not neuroinvasive in mice (77–79). Similarly, replacing the prM-E
of YFV, which is nonneuroinvasive, with prM-E of the neuroinvasive JEV did not produce 
a neuroinvasive virus (80). Altogether, these data suggest that prM-E of neuroinvasive 
flaviviruses is not sufficient to confer neuroinvasiveness to nonneuroinvasive flavivi-
ruses.
To address the role of JEV E protein glycosylation in pathogenesis, especially the 
location and number of N-linked glycosylation sites on E proteins, Liang et al. generated 
three JEV mutants: one with glycosylation at N67, one with glycosylation at N67 plus 
N154, and one with no glycosylation sites on the E protein (N154A) (45). They found 
that the nonglycosylated or N67-only-glycosylated virus exhibited reduced viral growth 
in cell culture, as well as reduced neurovirulence and neuroinvasiveness in mice, 
compared to the wild-type JEV with glycosylation at only N154 (45). The virus with both 
N67 and N154 E glycosylation exhibited efficient replication in culture and neuroviru-
lence in mice but reduced neuroinvasiveness compared to the wild-type virus (45). The 
authors proposed that neurotropic flaviviruses with a single E protein glycosylation at 
N154 might have an enhanced ability to cross the blood-brain barrier, though the 
mechanism by which this would occur is unclear. Notably, DENV and YFV, which are not 
neuroinvasive, have two and zero E glycosylation sites, respectively.
Several recent studies with ZIKV have investigated whether N154 glycosylation 
contributes to neuroinvasion. The 2015–2016 ZIKV outbreak in Latin America was 
associated with unexpected clinical manifestations, including neurodevelopmental 
malformations (congenital Zika syndrome) and Guillain-Barré syndrome (2), and many 
studies have sought to identify the viral genetic determinants of new disease pheno-
types. All contemporary ZIKV isolates encode an N-linked glycosylation site in the E 
protein at position N154, but this glycosylation site is absent in many historical ZIKV 
isolates (22, 81, 82). Nonglycosylated (N154A, T156I, and VNDT-deleted) ZIKV mutants 
generated on the prototype strain MR766 background were attenuated in Ifnar1/ 
mice inoculated via a subcutaneous route, replicating to lower levels in serum and brain 
and causing less lethality than with glycosylated virus (23, 51). Similarly, nonglycosy-
lated (N154Q and T156I) mutants generated from Asian lineage ZIKV strains (FSS13025, 
H/PF/2013, and PRVABC59) also produced lower viral loads in the serum and brain than 
did glycosylated virus and were not virulent via a subcutaneous inoculation route (23, 
52). Interestingly, nonglycosylated viruses were virulent upon intracranial inoculation, 
and sequencing of viral RNA from the serum or brain revealed a strong selective 
pressure favoring glycosylated virus in peripheral tissues but not within the brain of 
ZIKV-infected Ifnar1/ mice (23).
Many studies have identified a potential role for E glycosylation in flavivirus neuro-
virulence and pathogenesis. However, several studies conclude that the E glycosylation 
is a neuroinvasion determinant, implying that E glycosylation facilitates trafficking 
across the blood-brain barrier. Studies with WNV and chimeric viruses made this 
conclusion based on the difference in lethality between peripheral inoculation routes 
(subcutaneous, intraperitoneal, or intravenous) and intracranial inoculations, observing 
that mice succumb to nonglycosylated viruses via intracranial but not peripheral routes. 
However, many of those studies did not measure viral loads in the serum of mice 
infected peripherally, and those that did found lower viral loads in mice infected with 
nonglycosylated viruses. Such findings are similar to the results of more recent studies 
with ZIKV, in which nonglycosylated viruses are attenuated in the periphery, which 
likely contributes to lower viral loads in the brain, regardless of any effect of E 
glycosylation on neuroinvasion. Thus, whether E glycosylation truly mediates neuroin-
vasion and the mechanism by which it might do so remain open questions.
Conclusions. N-linked glycosylation is a common posttranslational modification 
which has significant effects on protein conformation and function (13). It is a complex 
process that is highly host cell specific (13). For many flaviviruses, E glycosylation 
impacts viral fitness, infectivity, replication, and virulence. The producing cell type, 
whether from arthropod versus vertebrate cells or specific cell types within a host, likely 
impacts the nature of the glycan added to flavivirus E proteins, but the ultimate effect
of these distinct glycan structures on viral transmission, infection, and pathogenesis
remains incompletely understood. It also is unclear why DENV uniquely maintains two
E glycosylation sites, or conversely, how YFV maintains efficient transmission, infection,
and virulence without E glycosylation. Whether flavivirus E glycosylation is a bona fide
neuroinvasive determinant or simply enhances viral replication in the periphery, result-
ing in higher infection levels in the brain, requires further investigation. Answers to
these questions will further our knowledge of flavivirus replication and pathogenesis
and potentially aid in combating these pathogenic viruses.
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